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pBl 



2B7 BfrB\ 
267 /V«'f 
287 Ppi/10f 



A/wNt 5760 



Sap I 5226 



Ptffl 4776 
Sa/I 4770 
Sam HI 4764 
Xmo\ 4769 
Smal 4769 
Sfyl 4749 
Neoi 4749 
B*f DSI 4749 
SO I 4747 
Mac I 4746 
Hpal 4670 




Mfig : pAS2DD 
A pplication: 2HY (bait) 

SBssiOsiflc 

Selection : ampicillin 
Croffiyctgd fry 



1286 Xcaml 
1266 doeRI 



174« SflpEl 
1841 Pm/I 

1956 *mBI 
1956 MAPI 
2124 Bsu 391 
2174 OtfXI 



B*t&\ 4026 
6MBI 



3797 



2966 NgoMW 
Nw\ 
3293 £c/136fl 
3293 Sac I 
3364 Mft/I 
3466 Ppv Ml 
9515 RfeAl 



OUgo 160 



| gagagtagtaacaaaggtc] AAAGACAOTTGACTGTATCGCCG GAA TTT AT 



sni 



Sma I 



BamHI 



Sail 



PstI 



G G CC ATG G AG GCC CCG GGG ATC CGT CGA CCT GCA GCC 
Ncol 

01igol61 

AAG CTA ATT |ccgggcgaatttcttatj 



Oligo 160 5' GAGAGTAGTAACAAAGGTC 3* 
Oligo 161 5' CATAAGAAATTCGCCCGG V 



FIGURE I 



pB5 



287 efrBl 
287 tori 
287 Ppt/101 



/V*Nl 6801 



Sap I 5267 



Ptfl 4817 
0$p 1201 4805 
Apa\ 4805 
• S/TI 4797 
Pact 4788 
Bam HI 4782 
Sp»l 4774 
£aff I 4787 
Not I 4768 
Sac II 4784 
M/U113I 4764 
•Sfli 4763 
Sf/I 4749 
Nco\ 4749 
M*el 4748 
Hpal 4570 



\ 

Alia* pAS20DNSl 
plication: 2HY (bait) 
Backbone : P AS2DD 
Specificity: Sfi non-oricntcd 
Selection : empiciilln 




1748 6sp El 
1841 Pm/I 

1956 ear API 
2124 to 381 
2174 BtfXI 



2680 On? Ill 
2986 Nsel 
2986 NgoWN 
3289 Afrvl 
3293 £d 13811 
3293 $9C\ 
3384 Mfrl 
3485 Ppc/MJ 
3515 «»AI 



fist Bl 4026 

OwBI 3797 



OUgo 160 

"^^^^^^Jaaaoacaottgactotatcgccg gaa ttt atg 



Sfi I 



Sac II 



Spcl 



Bam HI 



G CC ATG OC C OCA GGG OCC GCG GCCGC ACTA GTGGGG ATC C 
Ncol NotI 



STOP 



Sfi I 



PstI 



TT AAT 



TAA 



GGG CCA CTQGGG CCC CTC GAC CTG CAG CCA 



Pad 

OUgo 161 

AGC TAA TT|ccgggcgaafflcttat^ 



Olig 160 5" GAGAGTAGTAACAAAGGTC3* 
Oligo 161 5* CATAAGAAATTCGCCCGG 3' 



FIGURE 2 
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fu 
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pB6 



Seal 9761 



Bpm I 6368 



AAvNI 6601 



S«p I 5267 / 



Pfffl 4617 
asp 1201 4606 
ACMl 4605 
•Sfll 4797 
Poo I 4766 
Bam HI 4762 
Spe I 4774 
£ag I 4767 
Wofl 4766 
SBO II 4764 
4764 
•Sffl 4763 
S/yl 4749 
Nco I 4749 
Mscl 4746 
Hptfl 4570 




A pplication : 2HY (bait) 
Backbone: pAS2DD 
Specificity: Sfi oriented 
Selection : ampicillin 
Constructed by : SW 



1265 Xcmi 

1266 5ia Rl 



1746 Bsp El 
1641 Pwf\ 

1956 Apa Bl 
1956 fixf API 
2124 8*1/361 
2174 B«/XI 



3289 Afrvl 
3293 ScM38H 
3299 Sac I 
3364 Aft/1 
3465 PpvMI 
3515 «feAl 



BafBI 4026 

Baa Bl 3797 



OtigO 160 

gagagtagtaacaaaggtc [ AAAG ACAGTTGACTGTATCGCCG GAATTT ATG 



Sfi I 



Sac II 



Spe I 



Bam HI 



GCC ATG GCC GGA CGG GCC GCG GCC GCA CTA GTG GGG ATC C 



Nco I 



STOP 



TT AAT 



TAA 



Sfi I 



Not I 
Apa I 



P»t I 



GGG CCA CTG GGG CCC CTC GAC CTG CAG CCA 
OHgoltl 



Pad 

AGC TAA TT ccgggcgaatttcttat^ 



Oligol60 5* GAGAGTAGTAACAAAGGTC 3' 
OHgol61 5' CATAAGAAATTCGCCCGG3* 



FIGURE 3 



pB13 



165 Bst Bl 



F*XMOI 5290 
N*\ 5290 
B#B\ 6290 



906 



921 




651 SC/I 
651 Xhol 
709 Hp«| 
724 S«rGl 
865 Msct 
888 Ateol 
668 Styt 
903 

903 Sac II 
905 Werfl 
_ Eaffl 
3 Spftl 
Bam HI 
927 Paci 
944 *pal 
944 Sap 1201 
956 I 



Mfii:pOBT9NSl 
A pplication : 2HY (bail) 
BacJsfeanfi: pGBT9 
Specificity Sfi n on -oriented 
Selection: ampicillia 
go nimictcd by: CR 



1166 A/aal 
1166 AfeoMrv 



1440 BamFl 

1590 Sal XI 
1604 EeoRV 
1645 Sac#36l 
1747 M*\ 
1603 Xbe| 
1609 A»BI 
1809 Saf API 
1929 
II 



2760 AtWNl 



2349 8SPLU11I 



Oligo 160 



gagagtagtaacaaaggtcl AAAGACAGTTGACTGTATCOCCG GAA TTT ATG 



Sfi I 



Sacn 



_Spe£ 



Bam HI 



O CC ATG G CC GCA GGG GCC GCG GCC GC A CTA GTG GGG ATC C 
Nco I Not I 



STOP 



Sfi I 



Pat I 



TT AAT iTAAl GGG CCA CTG GGG CCC CTC GAC CTG CAG CCA 
Pad 

Oligo 161 
AGC TAA TT |ccgggcgaatttcttai 



Oligo 160 5' GAGAGTAGTAACAAAGGTC3* 
Oligo 161 5' CATAAGAAATTCGCCCGG 3' 



FIGURE 4 



pB14 



165 0*' BI 



PptflW 6290 
Wl 5290 
Bfr BI 6290 



SneBI 4936 



/Aftlll 4160 



Seal 3720 
Pvwi 3609 




851 Sol 
651 XTwi • 
709 Hp»l 
724 B*-GJ 
685 M*ct 
866 /Vcol 
688 Sty I 
903 AM/1131 
903 Socn 

905 /VWI 

906 e«gr 

913 Spvl 
921 8am Hi 
927 Paol 
944 Ape I 
944 0*P 1201 
956 Fafl 



\ 

MflJK PGBT9NS2 
A pplication : 2HY (bait) 
Backbone: pGBT9 
Specificity : Sfi oriented 
Selection : axnpicillin 



Bpw\ 3327 
Ahd\ 2237 



2760 AfwHl 



1166 Waal 
1166 /vooiwirv 



1440 SamFi 

1590 Bar XI 
1604 BooRV 
1646 flav 361 
1747 Mfe\ 
1603 Xoaf 
1609 Aaa BI 
1609 Bat API 
1929 Pml\ 
2171 /Vi/ll 
2226 Sapl 
2349 Aft III 
2349 SaptUHf 



OHgo 160 



gagagtagtaacaaaggtc AAAOACAOTTGACTGTATCGCCG GAA TTT ATG 



Sfi I Sac II gpej Bam HI 

G CC ATG GC C GGA CGG GCC GCG GCC GC A CTA GTG GGG ATC C 
Ncol Not I 

STOP Sfi| Apal PstI 

TT AAT |taa| GGG CCA CTG GGG CCC CTC GAC CTG CAG CCA 



Pad 

OHgo 161 

AGC TAA TT |ccgggcgaatltcttatj 

Oilgol60 5 GAGAGTAGTAACAAAGGTC3' 
OHgo 161 5' CATAAGAAATTCGCCCGG 3' 



FIGURE 5 



pB20 



161 BsfBi 



447 Hindi 
447 Hp* I 
466 Bd\ 

517 NftuX 

759 Bsm\ 



\ 

Aliag : pLcxlONS2 
Ap plication : 2HY (bait) 
Backbone : pLcx 1 0 (pB9) 
Specificity: Sfi-orientcd 
Selection : ampicillln 
Constructed by; LD 



Ppi/101 5461 
Ml 6461 
BfrBI 5461 

HDiarm 6445 

Aval 5445 



AtfMt 4321 



Sew! 3681 
Pvul 3770 



957 Pmel 
975 Bg1\\ 
998 Xcml 
1W5 £coR» 
1053 Sffl» 
1064 a*t DSi 
1064 Mft/1131 
1064 S0C II 
1066 /tttfl 
067 E#pJ 
I074 

062 Sot HI 
066 Pact 
1097 Sffl • 
105 >V«I 
1105 8«p120l 
1117 Patl 

1329 /Vwl 
1329 NgoMtV 




1601 flsmR 



964 XZwl 
1970 AMBI 
1970 StfAPI 
Pm/I 



AMI 3396 



A/WNI 2921 



2510 flap LU 11 1 



: 1 

EcoRI Sfil Not I Spel BamH I 

GAA TTC GGO OCC GGA CPG G CC OCG G CC GCA CTA GTG GGG ATC C 

Sac n 

STOP 

TT AAT pTAA] G GG CCA CTG GGG CC C CTC GAC CTG CAG 



Pad ~ SOI PstI 



FIGURE 6 



ppl 



377 Baa HI 
435 Seel 



SnaBi 7194 



846 Baa\ 
913Ahd\ 



Hpa\ 6552 



Nrvt 6146 
Bfpl 6111 
Bae\ 6056 



Sse&&47\ 5778 

SafEJI 5622 
Oa\ 5506 
Age\ 64<J7 




Alias : pACTIlst 
Application: 2HY (prey) 
Backbone : pACTH 

Spreififtor- 

Selection : ampicillin 
Constructed bv: 



EcoRV 4909 



0srGI 4536 

Oralll 4092 



if 



1392 AAvNI 



1928 Sap I 

2059 rami 

2167SOTBI 



2575 Sag I 

2764 tfsrll 
2905 Sex Al 
2934 M/vl 
3094 sn I 
3096 Ateol 
3106 Smai 
3106 Xmal 
3111 SamHI 
31l7£coRI 
3123 Sand 
3123 EC/ 13611 
3123 Sac I 
3143 Sc/I 
3143 Xho\ 



cgtttggaatcactacagg GATGTTTAATACCACTACAATGOATGATGTATATAACTATCTATT 



JC90 



cgatgatgaagataccccaccaaa 



BglU 



CCCAAAAAAAGAGATCTGTATGGCTTACCCATACGATGTTCCAG 
Sfil Sma I DaroH I 

ATTACOCTAGCTTGGGTGGTCATATGG CC ATG G AG GCC CCG GGG ATC CGA ATT 

Ncol 

Sac I Xhol BglU 

CGA GCT CGA CTA GCT AGC'TGA CTC GAG AGA TCT ATGAAT 



cgtagatactgaaaaacccc 



GCAAOtT 



c*cttcaact gtgcatcgtg 



caccatctcaatttc 



162 



ABS2 



53 



ABS1 5' CGTTTGGAATCACTACAGG 3* 

JC90 5* CGATGATGAAGATACCCCACCAAA 3' 

162 5 • G G GGTTTTTC AGT ATCTACG 3 9 

ABS2 5' CACG ATGCAC AGTTG AAGTG 3 1 

S3 5' GAAATTGAGATGGTGCACGATGCAC 3' 



FIGURE 7 



pP2 



Bdl 7947 



377 BsaHl 
435 Sc*l 



Hpal 6567 



/V/vl 6161 
a/pl 6126 
SMl 6071 



Sse 6647I 5793 

OsfElf 6637 
Ctai 6521 
Ago! 6422 



fi»RV 4924 



*WG\ 4661 



Of»«l 4107 



646 Sol 

913 Ahd\ 




Application: 2HY (prey) 
Backbone: pACTUst 
Specificttv :Sft non-orfcmcd 
Selection : unpicillin 
Constructed bv:SW 



1392 A/vrNJ 



1926 Sepl 

2059 7Z/H11I 
2167 SjmBl 



2575 flsgl 

2764 RarH 
2905 SwrAI 
2934 Mtot 
3096 Wool 
3100 S/fl • 
3111 Mft/1131 
3111 S*cH 
3129 S«mHI 
3135 Pocl 
3144 Sfi\ • 
3162 /Vwl 
3152 BanU . 
3152 Sxp 1201 
3156 Sd\ 
3158 XAof 



ABS1 



CG 



cgtttggaatcactacagg 



JC90 



cgatgatgaagataccccaccaea 



GATGTTTAATACCACTACAATGGATOATGTATATAACTATCTATT 

Bgin 

CCCAAiNAAAAGAGATCTGTATGGCTTACCCATACGATGTTCCAG 



1 



SO I 



Sac n 



A TT ACGCT AQCTTGGGTGGTC ATATGG CC ATG GCC GCA GGG GCC GCG GCC GCA 

■ _ Ncol 
gamjgf PacI 

CTA GTG GGG ATC CTT AAT |tAa1 gQG CCA CTO GGG CCC CTC GAG AGA TCT 

Stop 

GCAAGTT 



ATGAAT 



cgtagatactgaaaaacccc 



cacttoaact jtgcatcgtg 



caccatctcaatttc 



162 ABS2 
ABS1 5* CGTTTGGAATCACTACAGG 3* 
JC90 5 • CG ATG ATG AAGATACCCCACCAAA 3' 
162 5' GGGGTTTTTCAQTATCTACG 3' 
ABS2 5* CACGATGGACAGTTTOAAGTG 3 f 
53 5* GAAATTGAGATCGTGCACGATGCAC 3' 



53 



FIGURE 8 



pP3 



Sn«ei 7209 



846 6n I 

913 AMI 



□ 



w 

w 
w 

m 

Ml 

to 
□ 

u 



Hpe\ 6587 



Mrvl 6161 
5401 6126 
d09t 6071 



SCO 66471 6793 

0a* EH 6837 
Ctol S5it 
Age I 5422 




AjtpHcatton: 2HY (prey) 
Backbone : pACTItftf 
§pccjficjjy:Sfi oriented 
Selection : eraptcillin 
Constructed py:SW 



>RV 4024 



SjrOI 4551 



4107 



1392 AJwNl 



1928 Sap I 

2059 7*1111 
2157 Bern Bf 



2575 B«al 
2784 A?«rll 

2905 SexAl 
2934 A#cl 
3098 Afool 
3100 Sfi\- 
3111 A*</1131 
3111 S«Cll 
3129 Bern HI 
3136 Pael 
3144 Sfll • 
3152 Apol 
3162 0a/tir 
3162 S«p 1201 
3168 Sc/t 
3158 X*Ol 



ABS1 



CG 



cgmggsatcactacagg] GATGiTTAATACCACTACAATGGATGATGTATATAACTATCTATT 
JC90 _ BglD 



cgatgatgaagataccccaccaaa 



CCCAAAAAAAGAGATCTGTATGGCTTACCCATACGATG'ITCCAG 

Sfi I Sac II 



ATTACGCTAQCTTGGOTGOTCATATGGCC ATO GC C GGA CGG GCC GCG GCC GCA 

BanH I Pad NC ° 1 

CTA GTO GOG ATC CTT AAT |tAa] GOG CCA CTG GGG CCC CTC GAGAOA TCT 
_____ Stop 

ATGAAT 



cgtagalactgaaaaacccc 



GCAAGTT 



cacttcaact jtgcatcgtg 



caccatctcaatttc 



162 ABS2 
AJ1S1 5* CGTTTGGAATCACTACAGG 3* 
JC90 5* CGATGATGAAGATACCCCACCAAA 3' 
162 5' GGGGTTTTTCAGTATCTACG 3* 
ABS2 5 • CACGATG CACAGTTGAAGTG 3 ' 
53 5 f G AAATTG AG ATGGTGCACG ATG CAC 3' 



53 



FIGURE 9 



pp6° 



fivnl 7120 
BpulOt. 7091 
/VpoMTV 7011 
*a»l 7011 
Sfel 6945 
Nvt 6945 
K*5l 8945 
• SMI 6945 

pm 6m 

Sfcfl 6606 
SfihX 6603 
Ppu10l 6506 
Nwfl 6506 
e^BJ-6508 



Sna Bl 6464 
830 AJ 9164 



358 B*g\ 

547 «jtII 

M3SaAJ 
717 MM 
654 /VCOJ 
636 561* 
649 Afftf113f 
648 $MH 
651 Nofl 
659 Se+\ 
667 S*mH1 



1134 M9C\ 



Alia*: pGAD3S2XNS1 
Application: 2HY (prey) 
Backbone ; pOAD3S2X 
gpyciifigrtY: Sfi non-oricntod 
Selection : arapieillin 



As/ 1 1 9378 




Ah* HI 5977 



ABS1 



2459 A* II 

2609 SsmR 
2623 Cfrl 
2739 3* Ell 

2662 PffMI 

2663 Ppum 
2663 SM 66471 

3161 ami 

3366 PM/ II 
3443 SMI 



cgttlggaatcact8^3 GATGTTTAATACCACTACAATGGATGATGTATATAACTATCTATT 



JC90 



cgatgatgoagataccccaccaaa I CCCAAAAAAAOAGATCCTAGAACTA 



Sfi I 



Sac n 



Spel 



Bam HI 



OCC ATG GCC GCA GGG GCC GCG OCC GCA CTA OTG GGG ATC C 



Ncol 

STOP 



NotI 



Sfi I 



Xhol 



Xbal 



TT AAT 



TAA 



GGG CCA CTQ XSGG CCC CTC GAG [TAGl C fT A G^ TQ TC |T AO| A 

STOP STOP STOP 



GGCCCGGTACCCAATTCGCCCTATAGTGAGTCGTATTACAATTCACTGGCCG TCGTTTTA 
CAACGTCGTGACTGGGAAAACCCTGATCTATGAAT cgtagatactgaaaaacccc GCAA 

GTT 



cactlcaact gtgcategtg 



caccatctcaatttcttte 



162 



ABS2 53 
ABS1 5' CGTTTGGAATCACTACAGG 3* 
JC90 5' CGATGATGAAGATACCCCACCAAA 3' 
162 5' GGGGTTTTTCAGTATCTACG 3 f 
ABS2 5* CACGATC3CACAGTltoAAGTG 3' 
53 5' GAAATTGAG ATGGTGCACGATGCAC 3 ' 

FIGURE 10 



1 1 



pP7 



356 Btg 

, 547 



• r 

1 e*nti T120 
-0pw1« 7091 
NgoW 7011 
NooX 7011 
Sfo\ 6946 
Mart 6946 
K»l 6945 
BfeH 6945 
Pari 6809 
36/1 6606 
Sfeftl 6603 
Ppu 101 6506 
/Vc/I 6608 
BfrBl 6506 



SflflBI 6164 
BssM 6164 



717 Aft/I 
634 Moot 
636 Sfll • 

648 MTU113I 

649 Sacll 
661 MX I 
659 *»l 
667 Sam Ml 
662 Sft \ • 
690 Apal 
690 S*nl! 
690 0JP 1201 
696 Sa l 
698 Xftoi 
911 Xb«l 

1134 M*ol 



AIi««- pG AD3S2XNS2 
Application: 2HY(prey) 

gflc*fegae:pOAD3S2X 

Specificity : Sfi oriented 
Sfllfiglgy vnpicillin 



to 
w 
un 
w 
□ 

N 

s 



A«Mt 6376 




Bog I 4976 
Pvul 4627 



>VK*I 4466 



ABS1 _ *~ w ' 

cgtnggaatcactBcagg) GATOriTAATACCACTACAATGOATGATGTATATAACTATCTATT 



AfwNI 3977 



2459 AIM 

2609 0cmR 
2623 Cfel 
2739 Bst Ell 
2982 P« Ml 
2863 PpuMI 
2663 SSO 6&47I 
3161 0Ml 
3386 Pwll 
3443 Sapl 



TC90 * 

cgotgatgaagBtaccccaccaaal CCCXaAAAAAOAOATCCTAGAACTA 



Sfi I 



Sac n 



SpcI 



Bam HI 



fi CC ATG GC C OOA COG GCG GCC GCA CTA GTG GOG ATC C 

Ncol „. . 

STOP Sfi I Xhol , ^ , * b ", 

TT AAT E^OGG CCA CTG GGG CCC CTC GAG ^ C^G TC^h 



rtnr;CCGGTACCCAATTCOCCCTATAOTGAGTCGTA TTACAATTCACTGGC COTCGTTTTA 
C AACGTCGTO aCTGGGAAAACCCTG ATCTATG AAT 



cgtagatactgaaaaacccc 



GCAA 



OTT 



cocttcaact gtgcalcgtg cactiatctcaatacttt 



162 



ABS2 



53 



ABS1 5' CGTTTGGAATCACTACAGG 3* 

JC90 5' CGATGATGAAGATACCCCACCAAA 3' 

162 5* GGGGTTTTTCAGTATCTACG 3* 

ABS2 5' CACGATGCACAGTTGAAGTG 3' 

53 5' GAAATTGAG ATGGTGCACGATGCAC 3* 

FIGURE I 1 



I 3 




f 4 



pCmAHU 



ptacUVS 



MCS 




car 



Orf pi 5 A 



364 



o pT25 

nj ptocUVS 

3 1 x"' 224 ^ ~ ~ ~ ~ - 

,^SI I , . BamHl Konl ~ — . 

M> gctgcagggtcgactctagaggatccccgggtacKtaagxaactaagaartc 
fU AAGSTLEOPRVPK stop 



hi pT18 



ptaeUVS 

' ofacZ cyrt' 6fe OriC 




tgggtaccgggccccccctcgaggtcgacggtatcgataagcttgamcgaancc 
W V P 6 P P SRSTVSISLISNS 



FIGURE U 



□ 
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w 
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a 

jJJ 



OWS sey+daj} q 
VMS s*X 

IN 



VMS sev+d*** 9 



CS. EE. 
Cfl CO 

as PS 




or / sw 



Ot-dS sey+Npdoji q 
NVdoj) q 
3US sey+jrdoj} q 
jfdoj} q 
QMS sen +doj} q 
do j) q 
QMS sen 
IN 



3WS seu+NVto-n Cf 
NVdonq 

QMS sen+jrdoji q 
JTdoJi q 

DLJS sen q 
dojj q 
QMS sen 
IN 
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